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REMARKS 

Reconsideration is requested. 

Claims 1-3 unci 5-13 are pending. Cairn IS has beer, withdrawn from consideration. 
Claim 4 was canceled, without prejudice. :n :ne Amendment filed February 201;,. Cairns 
1-3 and 5~ are under active consideration 

The specification in as been amended to include anew Abstract. Withdraw,:. ;r 'he 
objection to the Abstract noted m paragraph : of :he Office Action dated Feoruar- 2~ 3001 
{ Paper No. 6) is requested. 

The Sec::un 113, second paragrapn. rejection or 'claims 1-3. m 10. If and :^ .s \o tnc 
extent not obviated by :ne above amendments, traversed. Reconsideration ima A'mdrawai or 
the rejections are requested in v*ew or [he arcove and the roilowmg comments. 

The applicants note the term "'efficiency* is defined in mo specification at page 3. 
lines 5-~. The Examiner's suggested amendment in paragraph 4 of Paper No. 6 has beer, 
incorporated in rhe above amendments. The Examiner's objection :o :he term ac r o- :ty 
would appear :o aiso be overcome by rhe amendment suggested ;n paragraph 4 or Pace- \o. 
6. Moreover, the applicants submit that :ne .^f ordinary >*oil in the ar would appreciate mat 
the stability recited in me claims :ft terms of activity. Provided 'his :s eliminate^, me 
problems associated with undesired contaminants will be overcome. When deaimz with 
enzvmes. for example, it ;s not gentralh necessary to destroy me primary amino »cid 
structure in order to eliminate activity but it may merely be necessary to effect the secondary 
or tertiarv folding structure. The amended o.oims are submitted to be detinue. Entry or the 
above amendment and withdrawal of the Section 1 13. second paragrapn. rejection or claims 
1-3. 6. 10. 15 and 16 are requested. 

The Section [ 12. first paragrapn. reaction of claims 1-3. : 6, 10 and .I- 1 " .s 
traversed. Reconsidemnnn and withdrawal of the rejection are requested in Mew or me 
following comments. 

The Examiner w;i! appreciate that the amended claims recite specific conditions 
which may be used to destabilize mc act;-- it;, and that the 'undesirec protem shc-t.id -e ?ne 
which ;s destructive or the end use of the protem. 
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Moreover, me applicants respectfully submit that, in practical terms, there generall. 
no need to eliminate every trace of every contaminant from a particular product. 
Contaminants which are of particular concern are those having a cirec: impact or. the 
usefulness or the end product. 05 set out at the bottom of page 2 of the specification. Such 
contaminants are recognized by those of ordinary skill in the jit who are also aw. ire o: the 
types of activity wnich cause problems wuh a particular end product and therefor? are r he 
focus of one of ordinary skull :n the an. Tnat is. once me ac:ivn\ has been ,demi:';ea. .t 
would be a matter or routine experimentation to finu mutant vvficre the stability .nc 
proteins, such as enzymes, under desired conditions, such as temperature or dH, ore 
decreased. For example, random mutagenesis of the proteins w;i: oroduce a. rana-c or ;lones 
which may be subjected to, tor example, elevated temperature, and men retesL-d -or uctiMtv 
Those enzymes whicn iost activity under these conditions might then he used ;n :r.e mcmoa 
of the present invention. Such experimentation is routine and not undue as mutagenesis arc 
library screening are well known ;o those of orainary skill in :he an. F: nail v. ;t wouic re a 
matter of routine experimentation to confirm that target peptide products were nc: disrupted 
under these conditions. 

As an illustration of the presently claimed invention, the aooiicants have ^enormcd 
the following senes of experiments demonstrating the heat denaturation of two a;::erent 
restriction enzymes :n the presence or thermostable restriction enzymes. Specific .u 
restriction digests were performed on pUC 19 plasrrud DNA using both untreated ;e$m.:::or 
enzymes and restriction enzymes that nad been treated to 65 "C for 20 rnmutes. Coasts vere 
earned out using the methods described in Sambrook et al i '989'). as will be known -_o 'nose 
of ordinary skill m the art. Gel electrophoresis was earned out usms a d.9^c agarose zei 
stained with ethidium bromide. 

The wells of the gei are shown as follows: 

1. pL"C19 DN'A with no restriction enzymes (control'' 

2. Untreated Kpnl with ?UC19 

3. Heat-treated Kpnl wuh pL*C!9 

4. Untreated Aatll wicn pUC-9 

5. Heat-treated Aatll w tth pUC 19 

6. Untreated Sspl wuh pUCI9 
Keac-created Sspl wuh pUC 19 
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S. Untreated Kpni/AatU wun pUC 19 
9 Heat-created Kpn[/Sspl wun ?UC19 

10. Untreated KpnI/SspI wi:h ?UC 19 

11, Heat-treated KpnI/SspI .vith dUCI9 

12, Untreated Kpnl/SspL AacII wun pL"Cl9 

13. Heat-treated Kpnl/Sspl/Aatll wuh pUCl9 

The results of this experiment are snown in the attacned photograph where: r. :t .an be 
seen that all caj>es where AacII and S^pl were neat-treated, they were unable to cur tnc pUC19 
DNA. while Kpnl was abie :o function normally. This was shown :n the weits wnerrj ncut- 
treated Aaill and Sspl were used i without rCpnl'j. the pattern of bancs was the same as tne 
control, uncut DNA. In wells where rn:\ fares of untreated restriction enzvmes w-crc ascd. 
two bands of smaller size were present. The nands in weds 9. 1 1 and 13. where there were 
mixtures of heat-treated restriction er.zyrr.es, rjniv one band was ore-sent. This suggests that 
only one or the enzymes was tunctionmg correctly, and the results shown in wells . ; . 5 »na ~ 
indicate that this was KpnL 

The applicants respectrully suomit tne r+oo^e illustration of the presents* ciaimea 
invention eemonstrares. :ot zxmoic, that a reasonable amount of experimentation ma> re 
required to ui!ow differentiation on the basis of neat stability. Similar experiments rnav ?e 
conducted with any desired protein, whose activity is hindered by an anwanted protein. 

Withdrawal of the Section 112. first paragraph, rejection of claims 1-3. 3. 6 .() ana 
12-17 is requested. 

In view of the above, rhe claims arc submitted to be in condition f'or allowance and a 
Notice to that effect is requested. 
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Respectfully submitted. 
NIXON 4 VANDERHYE P.C 




B, J. Sadoff 
Reg. No. 36,663 

BJS;eaw 

1 100 North Glebe Road, 3th Floor 
Arlington. VA 22201-4714 
Telephone: (703) 316-4000 
Facsimile; (703) 816-4100 
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MARKED- LT COPY OF ANtENDED CLAIMS W HEREEV STRIKEOUTS ARE TO 5E 
DELETED AND LZVDERLEVED rS TO BE .ADDED 



1. (Twice Amended ; A metnod for producing a polypeptide Droauc: ^hich .s sucstantiudv 
free of an undesired protein wherein :ne undesired protein nas activity mat ^.ic," ■ , t r . ■ r . j ■ r - 
who-j e activu» ,.!s essential for survival )r efficient o f a host ceil or for a viabie production 
PrQg. £ i 3 nost ce[ ^ ^nd ha.s activity mat hinders the use of ;he polypeptide product. 
the process comprising culmnng a host ceil which is ub;e :o express said polypeptide product 
and wmcn :s able :o express >aid undesired protein oni> ;n a mutant form whic.n *\~rm nus :r.e 
said activity of the corresponding native protein under culture conditions but :ose< suici 
activity jn^ta e+e under -oncuions of oH or temperature at which the \md per* oeouoe 
produc: remumb >nuf:'cu:cd vLLib^ ; -nd reco*- enng the desired product, wherein c;:rxr mus: 
ceil culture or the recovered produc: .s subjected for a sufficient period of time to jcnoitions 
of pH or temperature under which [he undesired protein is - .ip jrub i o - o ^ ; -o denatured 

an d e s i red orcein out 'he polypeptide product remains unaffected . 

2. (Amended) A method according to claim i wherein the host cells are cultured :or a period 
which is sufficient :d allow production or polypeptide product, and then a batch of -aid 
culture is subjected to the ^uid conditions or oH or tem perature under which the ur.desired 
protein is un^tab ie ■ or - . t — u r fie l jnt ponoo ■ j r" ;imo to d enatured th e unde^ir o d proto::: . and the 
polypeptide product is recovered. 

3. (Three Times Amended) A method according to claim 1 or claim 2 wherein the 
conditions at which the unaesirea protein is denatured and the polypeptide product remains 
-awie- unaffected are temperature conditions. 



6. < Three Times Amended) A method according to claim I or claim Z wherein :he 
conditions at which the unaesirea protein is denatured and the polypeptide produc; -emum* 
srao4r^ unaffected are pH conditions. 
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10. (Twice Amended) A recombinant cell which comprises a first nucleotide sequer.es 
which encodes a desired polypeptide under the control or regulatory elements whicn allow 
expression of said polypeptide, and wherein a gene which encodes a protein whten .s 
undesirable as a contaminant m preparations ot said polypeptide product but wherein : .he 
undesired protein has actiMtv that :s essential for survival of a host cell or for a Maple 
production process asms the host ceil and has activity which impedes or hinders the use of 
ihe polypeptide product -^hoco acn . ip , ^.urnnm . - . natuii tm . - . ^nri . nf , i r . :s 
mutated such that the protein expressed is denatured unncahiQ under pH or temperature 
conditions in which the polypeptide product remains Linarfecied^ ^. 



